SUPPLEMENTARY RESULTS

Supplementary
* The reported Toff for each variant is the lowest temperature at which fluorescence could be detected above noise. Tmax is the temperature at which fluorescence was maximal.
Supplementary Table 2 -Genetic constructs used in the study
All plasmids were constructed using the pETDuet-1 backbone (EMD Biosciences) with the relevant thermal biosensor elements replacing multiple cloning sites 1 and 2. TlpA36  P60L, D135V, K187R, K202I, L208Q  TlpA39  D135V, A217V, L236F  TcI38 M1V, L65S, K68R, F115L, D126G, D188G Fig. 1f ; (e) Fig. 2d ; (f) Fig. 2e ; (g) Fig. 3c ; (h) Fig. 3g . BG = background.
Construct Nonsynonymous Mutations Synonymous Mutations
A50 (GCT -> GCC), E128 (GAG -> GAA), R129 (AGA -> AGG), T152 (ACA -> ACC), L185 (CTT -> CTC) TcI42 K6N, S33T, Y61H,
